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Abstract: The applications of tissue engineered constructs have witnessed great advances in the
last few years, as advanced fabrication techniques have enabled promising approaches to develop
structures and devices for biomedical uses. (Bio-)printing, including both plain material and
cell/material printing, offers remarkable advantages and versatility to produce multilateral and
cell-laden tissue constructs; however, it has often revealed to be insufficient to fulfill clinical needs.
Indeed, three-dimensional (3D) (bio-)printing does not provide one critical element, fundamental
to mimic native live tissues, i.e., the ability to change shape/properties with time to respond to
microenvironmental stimuli in a personalized manner. This capability is in charge of the so-called
“smart materials”; thus, 3D (bio-)printing these biomaterials is a possible way to reach four-dimensional
(4D) (bio-)printing. We present a comprehensive review on stimuli-responsive materials to produce
scaffolds and constructs via additive manufacturing techniques, aiming to obtain constructs that
closely mimic the dynamics of native tissues. Our work deploys the advantages and drawbacks
of the mechanisms used to produce stimuli-responsive constructs, using a classification based on
the target stimulus: humidity, temperature, electricity, magnetism, light, pH, among others. A
deep understanding of biomaterial properties, the scaffolding technologies, and the implant site
microenvironment would help the design of innovative devices suitable and valuable for many
biomedical applications.
Keywords: additive manufacturing; tissue engineering; smart materials; hydrogels; biofabrication
1. Introduction
The main scope of tissue engineering (TE) is defined as the set of processes to develop biological
structures that are able to restore, maintain, or even improve the function of tissues and/or organs [1].
Aiming to meet this challenging goal, multidisciplinary teams are required to work together in the fields
of materials engineering and life sciences [2], to successfully employ scaffolds, growth factors, and cells,
which represent the widely famous three pillars of TE. Initially, devices were mostly produced from
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bioinert materials, aiming to achieve adequate mechanical properties, inducing minimal responses
from the host tissues. Then, bioengineered constructs were designed to provoke planned reactions at
the implant site and follow a certain degradation rate. More recently, there has been emergent research
on using smart materials to support and stimulate a better-mimicking tissue with high multicellular
functionality [3–6].
Three-dimensional (3D) printing has appeared as a useful technique for TE scaffolding to develop
constructs with high control over structure geometry and architecture [7,8]. Its first appearance was
reported in 1986 by Hull et al., who used a novel technique called stereolithography [9], able to
fabricate 3D structures by curing a resin with a UV source in a layer-by-layer fashion. Throughout
the years, several other 3D printing techniques have been developed (Figure 1), e.g., fused deposition
modeling [10], selective laser melting [11], and selective laser sintering [12]. All of these share
a great advantage over conventional scaffolding techniques, namely, the ability to use computer
assisted design—computer assisted manufacturing (CAD–CAM) to customize constructs, and obtain
replacements with topologies optimized by using medical imaging approaches [13,14]. However,
conventional 3D matrices have revealed not to be the optimal approach for a number of clinical
needs, e.g., tissue defects that change faster than tissue healing, regenerative processes that could be
stimulated by electrical or mechanical inputs, body environments in which physicochemical conditions,
such pH and temperature, may change over time.
By including the capability of stimuli responsiveness, four-dimensional (4D) printing has emerged
as an intriguing technology able to induce planned changes of the constructs (e.g., shape, stiffness)
when triggered by a certain external stimulus [15,16], thus showing the potential of bridging the gap
between the laboratory constructs and native human tissues. Bioprinting is a printing technology that
prints cells together with the biomaterial, usually a hydrogel, known as a bioink [17].
Figure 1. Three main bioprinting technologies: (a) laser [18], (b) extrusion [19], (c) inject printing [20].
Parts of the figure are reprinted from [18–20]—open access under Creative Commons CC BY 4.0 license.
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Smart biomaterials are at the basis of 4D printing, which, for biomedical applications, may also
include printed live cells, thus being defined “bio”-printing [21]. Such materials can change shape or
properties (e.g., stiffness, color, texture, transparency, energy transfer/conversion, volume) under the
influence of external stimuli. Therefore, a clever use of such materials will result in 3D-built scaffolds
that can adapt their features to specific applications [22,23]. As an innovative field, 4D (bio-)printing
is suggested to be a promising tool to obtain effective TE therapies in a large number of clinical
applications [24]. In the present review, the latest advances in 4D printing of biomaterials are described,
by specifically examining the stimuli-responsive mechanisms and their biomedical suitability. 4D
(bio-)printing is an emerging topic of investigation and novel points of view are necessary to build up
a critical and instructive knowledge in this field [25].
2. Four-Dimensional (Bio-)printing
4D printing is the latest advancement in the advanced manufacturing field [15]. It was initially
defined as a procedure where the shape, properties, or functionality of a 3D printed structure can
change according to time and/or stimuli (Figure 2) [26]. The foundational works were developed at
the Massachusetts Institute of Technology (MIT), by considering time as the fourth dimension [27].
Given this, 4D (bio-)printing indicates that for the transition, over time, the 3D printed biocompatible
materials may incorporate live cells by using bioinks [24]. Thereafter, sequential approaches have
been applied to the concept of 4D (bio-)printing, according to the identified stimuli concurring to
defined biomedical applications. The first approach to 4D printing closely followed the MIT concept,
in which the material (e.g., smart biopolymer or responsive hydrogel), under the desired stimulus,
folds in a predefined 3D configuration, and cells or tissues simply follow the substrate fold and form
the desired shape. The second approach is the “in vivo 4D bioprinting” in which a 3D polymer is
printed, acting as a medical device, initially implanted to accommodate tissue or organ growth after the
postsurgical period. When the tissue or organ gets stronger, the scaffold degrades gradually, preferably
in a controlled manner, and is absorbed by the body. In this approach, tissue growth can be viewed
as a leading stimulus. However, considering 3D printed scaffolds under the 4D printing umbrella
because of their biodegradation property (i.e., controlled biodegradation as a shape change over time),
is utmost controversial [25].
Figure 2. Illustrative diagram representing addition of a predesigned stimulus to promote a desired
change at the construct. [Original image from the authors].
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An et al. proposed a definition for 4D bioprinting, referring to groups of programmable
self-assembling, self-folding, or self-accommodating technologies, which include three main defined or
essential components: (i) man-made and not nature-made programmable design, (ii) two dimensional
(2D) or 3D bioprinting process, and (iii) postprinting programmable evolution of bioprinted constructs
that can be driven by cells or biomaterials and triggered by external signals [27].
The main advantageous characteristics of 4D bioprinting include additional degrees of freedom in
terms of design, high precision cell placement, and the ability to produce tissues with adequate cellular
density [15]. Many 3D printed scaffolds with programmable biodegradation fit within this definition,
but are beyond the topic of this review. So far, a widely accepted definition of 4D printing is still
missing, as from Moroni et al.: “Whether we are really witnessing 4D printing, a process that should
be defined as a programmed temporal shape change occurring during the 3D manufacturing itself, or
not, is still to be clarified in the field” [28]. In this scenario, many researchers are investigating different
materials and approaches enabling controllable shape/property changes upon different stimuli and
timeframes, which are suggested in this review under the name of 4D (bio-)printing.
A category that naturally suits the 4D (bio-)printing concept is the printing of smart hydrogels [29].
Hydrogels are polymeric networks able to form water-swollen structures thanks to different types
of forces between the polymer chains, leading to semi-crystalline or amorphous materials [14,30,31].
Smart hydrogels are able to respond to a desired stimulus (e.g., shear stress, electricity, ionic force,
light, magnetic field, pH, temperature). The interest in developing smart hydrogels has been increasing
within the last years, as they should be able to provide remarkable characteristics, such as shape
memory, self-healing and controllable sol-gel transition. Thus, being able to use the advantages of 3D
(bio-)printing (e.g., customization), it is possible to improve the features of hydrogels by promoting
self-weldability or self-unfoldability according to an external stimulus. As discussed in literature, both
these characteristics, as 4D bio-origami hydrogels, may significantly contribute to achieve functional
tissues [15], and to the fabrication of engineered tissues, such as liver [32] and heart [33], making a major
breakthrough in the area of TE [24,34]. Extensive research has been carried out on the development of
smart hydrogels. From a mechanical standpoint, hydrogels can show bare elastic up to viscous–elastic
behavior, because of crosslinking type and density. To characterize hydrogels, Young’s modulus (E),
storage modulus (G′), and loss modulus (G”), as well as other hydrogel-specific parameters, such
as mesh size, polymer volume fraction in the swollen state, and average molecular weight between
crosslinks, should be evaluated. Since water does act as a plasticizer among the polymer chains,
hydrogels used in their swollen state, as in TE, are well above their glass transition temperature (Tg) and
show viscoelasticity under loading conditions. For example, appropriate mechanical stimulation and
biomechanical signals are key factors in tendon/ligament (T/L) engineering. As the native T/L is able to
respond to mechanical forces by changing structure, composition, and mechanical properties [35–37],
smart hydrogels obtained via 4D printing cold help to achieve such a critical goal. Typical mechanical
values of hydrogels (e.g., ≈0.1 MPa Young’s moduli) are usually far from satisfying T/L mechanics
(i.e., 1.2–1.8 GPa tensile modulus) that can be achieved only by high modulus chemically crosslinked
hydrogels [38,39]. Moreover, transition zones of T/L into muscle or bone need a gradient of properties
capable of responding to personalized tissue mechanics.
As the field of 4D (bio-)printing continues to grow, in the next years it is expected to rapidly
expand across fields, including regenerative medicine, robotics, and medical devices [16]. In the
following sections, we focus on smart hydrogels and their applications in 4D (bio-)printing.
3. Stimuli-Responsive Mechanisms: Avenues for 4D (Bio-)printing
The main features that smart materials exhibit are self-adaptability, self-sensing, shape-memory,
responsiveness, multifunctionality, and self-repair. These characteristics determine their after-printing
properties in response to external stimuli, leveraging several promising applications [15,40]. However,
some reviews on stimuli-responsive materials have already been provided in other fields [5,26,41], it is
now highly relevant to clarify their suitability for biomedical applications. Indeed, the functionality
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changes of a 4D bioconstruct critically depend on the given stimulus and material choice that are
selected based on the desired application [42]. Polymers able to react to stimuli undergo changes in
their properties, like size or shape, as well as permeability, mechanical, surface, optical, and electrical
properties after applications of physical stimuli, such as temperature, light, electric, mechanic, and
magnetic fields, and they will be described in the next sections. The possibility of 3D (bio-)printing
smart materials seems to factually enable 4D (bio-)printing, even though future definitions in this field
could better clarify any specific circumstances.
As previously mentioned, stimuli-responsive hydrogels belong to the category of smart materials,
as they can respond to various environmental factors [6]. Smart hydrogels are able to change their
network structure, mechanical strength, permeability, and swelling behavior in response to stimuli.
Interestingly, many stimuli-responsive hydrogels show a fully reversible change, being significantly
attractive for the biomedical domains [43]. The major advantages of smart hydrogels are a high-water
content that closely mimics the environment of the natural tissues and promotes a more efficient
mass transport than those occurring in other materials. Furthermore, smart hydrogels have unique
characteristics such as sol-gel transition, shape memory, or self-healing, which are highly relevant for
bioprinting medical devices [29]. A successful bioprinted hydrogel construct should have the following
properties: (i) printability, which is related to proper viscosity, short response, transition time, and a
suitable sol-gel transition stimulus [44,45]; (ii) biocompatibility, including biodegradability, ability to
withstand cell–cell and cell–matrix connections and absence of toxicity; (iii) mechanical properties,
identical to the target tissue regarding stiffness, elasticity, and strength, and (iv) shape and structure, as
the print should exhibit high structural similarities to the natural tissue. Therefore, these hydrogels
can be printed via different techniques [46]. For instance, extrusion usually requires high viscosity and
shear-thinning property, while an inkjet-based technique requires low viscosity of the material with
low sol-gel response and transition time [29,45].
Since hydrogel properties can be manipulated through chemistry and crosslinking [14], an
additional aspect that researchers should consider is the effectiveness of computational modeling to
predict the material responses without time-consuming experimental activities. Accordingly, theoretical
and mathematical models have been developed, achieving an optimal association between the structure
of the material, the desired final shape, the properties of the material, and the intended stimuli [26].
3.1. Humidity-Responsive Materials
As water abundant in nature, humidity-sensitive polymers are receiving much consideration
in the health and personal comfort domains, as well as for many industrial and technological
applications [47]. In the TE field, the humidity-responsiveness is the property that refers to different
levels of temporal/spatial swelling deformation that can be induced in a scaffold [24]. However, they
are still practical challenges for extensive use of such materials due to their responsive times together
with complicated control actuation, mostly provoked by the slow kinetics of water diffusion. Table 1
reports examples of 4D smart material in this field.
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Table 1. Overview of the experiments on 4D (bio-)printing and other manufacturing approaches using
humidity as a predefined stimulus.
Material(s) Mechanism(s) Application(s) Ref.
PEG–PCAD@AG Humidity
For applications that require
contactless actuation in response to




Medical applications such as smart
sutures, vascular stents, esophageal




networks activated with an
alkaline solution
Humidity Humidity-responsive actuators forapplication in smart textiles [47,50]
Poly(ethylene glycol) diacrylate
hydrogel Humidity
Sensors, actuators, or construction
of soft robots, artificial muscles,
molecular motors, programmable
origami, and energy generators
[51,52]
Polyethylene glycol Humidity Tissue engineering [53]
Combining polypyrrole and
polyol-borate Humidity Actuator and generator [54]





Humidity Actuator and generator [56]
Printing a layer of hydrophilic
material over a layer of
rigid material
Humidity Self-evolving structure [57]
Hydrogel composite ink
composed of stiff cellulose fibrils












Humidity and light Selective dye adsorption [59]
One controversial material, due to carcinogenic properties, is based on poly(ethylene glycol)
(PEG)—combining azobenzene derivative (PCAD) with agarose (AG), forming PCAD@AG [16,48].
As azobenzene is classified as B2 (probable human carcinogen) according to the National Centre for
Environmental Assessment, this material is likely not to be adequate for humans, even if there is no
carcinogenicity data in humans [60]. Indeed, when studied in both genders of mice, azobenzene (dietary
administration) had negative effects inducing invasive sarcomas in the spleen and in other abdominal
organs afterward. In addition, it is genotoxic and under acidic conditions in the human stomach it may
be converted to benzidine [32]. Either way, researchers have been studying its properties as agarose
(fast water absorption material but low desorption) combined with PCAD can decrease the absorption
rate and increase desorption, establishing a moisture responsive system [16]. When the PCAD@AG
film is in contact with moisture, it quickly absorbs water and swells, folding up. This folding can be
guided with a moisture gradient; PCAD@AG folds or coils according to the expansion on the contact
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side produced by the water absorption. In contrast, if placed on a wet filter paper, its membrane will
rapidly coil and unwind in successive reverse directions, rapidly moving on the paper [48].
Polymers with shape memory induced by water have received relevant consideration. Liu
et al. [49] developed polymers presenting promising potential for biomedical actuation, such as
self-tightening sutures, or self-retractable and removable stents. They developed a synthetic network of
polymer nanocomposites capable of responding to water stimulation through the chemical crosslinking
of cellulose nanocrystals (CNC) with poly(ε-caprolactone) (PCL) and (PEG). In particular, the
PEG [60]–PCL [40]–CNC [10] nanocomposite was found to have excellent water-induced shape-memory
effects at 37 ◦C (Figure 3a).
Figure 3. Humidity-responsive of smart materials: (a) Water-responsive shape-memory process of the
PEG–PCL–CNC nanocomposites in water at 37 ◦C. Reprinted with permission [49]© 2020 American
Chemical Society. (b) Dependent curve of bending curvature on the variation of relative humidity
(∆RH) for PEG-DA hydrogel films with different exposure time. Reprinted with permission [52] ©
2020 John Wiley and Sons. (c) Locomotion of a PEE-PPy film on a moist substrate. One flipping cycle
refers to a motion process starting from stage I through stage V and back to stage I. Reprinted with
permission [54]© 2020 The American Association for the Advancement of Science. (d) Biomimetic
dragonflies with moisture response fabricated by PEDOT: PSS/PVDF composite film. Reprinted with
permission [56]© 2020 Elsevier.
Both PCL and PEG can be applied in medicine since they are biocompatible and biodegradable
materials making them good candidates for applications as biomaterials, as already mentioned in
the literature and approved by the U.S. Food and Drug Administration [61]. Less is known on CNC
biocompatibility, as their use for biomedical purposes is recent. However, cytotoxicity tests have
confirmed that nanocomposites have very good cytocompatibility, suggesting that they can be used in
biomedical applications such as vascular stents, esophageal stents, smart sutures, tissue engineering
scaffolds, and drug delivery [49]. PEG and PEG-diacrylate hydrogel are also able to respond to water
stimulation and have been used as sensors and actuators, or in the construction of soft robots, artificial
muscles, programmable origami, energy generators, and scaffolds for TE applications [51–53,62].
Figure 3b shows the effects of different exposure times on the humidity response sensitivity of the
PEG-DA hydrogel films. By increasing the variation of relative humidity (∆RH), the bending curvature
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of the three films increased. Longer exposure time also led to an increased crosslinking density of the
polymer networks, therefore under the same ∆RH, the film with longer exposure time had a smaller
bending curvature [52]. Active origami are self-actuating structures, which are capable of folding and
unfolding. By designing structures that can fold and occupy small spaces, origami can potentially
provide suitable solutions for minimally invasive surgery. Another type of moisture-sensitive actuators
is based on liquid–crystalline (LC) polymer networks. These have the ability to provide intricate
anisotropic deformations, such as spiral ribbons, helicoids, and conic and anticonic forms. Usually,
the control of the aimed deformations is based on the alignment and molecular order of the LC units,
throughout the three dimensions of the polymer network [47]. Likewise, these networks activated
with an alkaline solution can be used as humidity-responsive actuators for application in smart textiles.
As a recent example, elastomeric, soft, water-swelling, shape-memory liquid-crystalline anisotropic
hydrogels have been proposed as a novel biomaterial [50].
Some other compositions have been used as humidity-sensitive materials for different
applications [54,56–59,63]; for example, the pentaerythritol ethoxylate-polypyrrole (PEE-PPy) film
folded into a roll and remained static in a closed chamber saturated by water vapor. One locomotive
cycle of the film composed of five different stages was formed (Figure 3c). Both sides of the film
were equilibrating with water in the substrate and in the lower-humidity air during the five-step
flipping process. Therefore, the water gradient between substrate and air led to the asymmetric
deformation of the film that drove the film locomotion, with the cooperation of film gravity and
friction with the substrate [54]. Wang et al. reported a simple and versatile method for preparing
a moisture-responsive composite film combined poly(3,4-ethylenedioxythiophene): polystyrene
sulfonate and poly(vinylidene fluoride) PEDOT:PSS/PVDF to act as double-layered actuator and
generator with good moisture response (Figure 3d) [56]. Gladman et al. printed a composite hydrogel
composed of stiff cellulose fibrils to manufacture plant-inspired architectures able to change shape
when placed in water, yielding complex 3D morphologies [58].
3.2. Temperature-Responsive Materials
The medical interest in thermoresponsive materials relies on the fact that physiological temperature
is constantly set around 37 ◦C in humans, besides small variations due to pathologic conditions. As
thermoresponsive materials change their properties at a predefined temperature, they can be handled
and delivered to the human body in a different state (e.g., liquid), to finally change after implantation
(e.g., solid). In addition to this, thermoresponsive materials can also provide a useful means of
monitoring storage temperature of drugs and bioactive devices, as a prolonged time of exposure to high
temperatures can affect their outcomes. In this view, new SU-8 nanofiber-based intelligent indicators
for perishable supply chain aim to monitor both temperature and time of temperature change duration
in order to ensure reliability of bioactive properties [64]. Furthermore, some diseases induce changes in
body temperature that can be identified as a planned stimulus for temperature-sensitive polymers [65].
Temperature responsiveness is one of the most frequently studied mechanisms to obtain user-defined
functionality [16], and the most used stimulus to deform bioprinted constructs [24,66–68].
Thermoresponsive materials may employ exogenous temperature changes as stimuli to achieve
shape transformation. These materials can bend, shrink, or swell depending on temperature changes,
as some polymers have the phase transition temperature similar to the physiological temperature [24].
The sensitivity to temperature is caused by the equilibrium between hydrophobic and hydrophilic
segments, such as monomeric units or polymer blocks [69]; an upper critical solution temperature
(UCST) or a lower critical solution temperature (LCST) can promote interactions between the polymer
and the aqueous medium, providing the interruption of the electrostatic (intra- and intermolecular)
and hydrophobic actions, which result in collapse or expansion of the polymeric chains [65]. By
copolymerizing hydrophobic monomers or adapting the molecular weight of the polymer, LCST can
be adjusted to the desired temperature. For instance, increasing the monomers along with a high
molecular weight will promote a reduction of LSCT, whereas adding hydrophilic monomers (forming
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hydrogen bonds) with thermosensitive monomers will cause an increase of the LCST [69]. A number
of temperature-sensitive polymers are reported in Table 2. A candidate material adequate for drug
delivery or tissue regeneration is poly(N-isopropylacrylamide) (PNIPAAm), which can be composed
with PCL and applied in cell encapsulation and/or release [24,67,70]. For example, star-like bilayer
poly-(NIPAM–ABP) films remained undeformed at T > 28 ◦C, but by decreasing the temperature
below the cloud point of poly-(NIPAM–ABP), the arms of the bilayer started to bend (Figure 4a) [70].
Figure 4b shows the shrinking process of hydrogel after being incubated at 40 ◦C water for 35 s, which
led to the formation of a tubelike gel reaching ≈80% of the shape change [71].
Among all thermoresponsive materials, PNIPAAm, which is composed of both hydrophilic amide
(–CONH–) groups and hydrophobic isopropyl [–CH(CH3)2] side chains, is the best known, as it
exhibits a LCST around 32 ◦C, has a sol state that can switch to gel state by approaching the body
temperature (37 ◦C). This property makes PNIPAM a very good candidate for biomedical applications
such as scaffolds for tissue engineering, drug carriers, and skin dressings for wound treatment [72].
Cytotoxicity tests have already been performed on PNIPAAm, and results showed low levels of toxicity
for the cells [73,74]. A temperature-responsive hydrogel based on PNIPAAm-co-gelatin copolymer
was used to produce hepatoma cell line (Hepa/8F5) spheroids, showing that, by virtue of the 3D
cellular aggregation enabled by this copolymer, they possessed higher resistance to different drugs [75].
Having more reliable biomaterial-assisted 3D in vitro models is very useful for drug development
and therapy screening in many research areas, including liver cancer [76,77]. The copolymer of
PNIPAAm and N-tert-butylacrylamide (NtBAAm) have been used as delivery vehicles of an antimitotic
agent to vascular smooth muscle cells [78]. Yang et al. synthesized different thermally responsive
dendritic core-shell polymers based on dendritic poly(ether-amide) (DPEA), modified with carboxyl
end-capped linear poly(N-isopropylacrylamide) (PNIPAAm-COOH) or both PNIPAAm-COOH and
carboxyl end-capped methoxy polyethylene glycol (PEG-COOH), in different ratios for drug delivery
applications [79]. Results demonstrated that all lower critical solution temperatures were higher than
that of traditional linear PNIPAAm, or its copolymers.
In another attempt, colloidal suspensions of ceramic powder (Al2O3) dispersed by thermosensitive
dispersant poly(acrylicacid)−poly(N-isopropylacrylamide) (PAA−PNIPAM) were designed for
tailoring the rheology of suspensions, which is an indispensable matter for 3D printing applications [68].
For poly(N-vinylcaprolactam) (PNVC), toxicity tests did not reveal any evidence of cytotoxicity,
confirming that for short exposure time at the aimed temperature, the polymers can be considered
nontoxic (Figure 4c) [80].
Similarly, poly(L-lactic acid) (PLLA)-PEG block copolymer showed biodegradability, good
biocompatibility, and amphiphilic characteristics, thus providing the adequate requirements for
biomedical usage [81]. Finally, it was observed that the copolymer of polyethylene oxide (PEO) and
polypropilene oxide (PPO), namely PEO-PPO-PEO displayed low levels of toxicity, even with a high
percentage of PEO [82]. The ability of triethoxysilane-capped PEO–PPO–PEO triblock to perform as
matrices for drug delivery was also investigated [83].
Findings showed that crosslinked gels released drugs, e.g., metronidazole, at a much slower rate
than pluronic F127 (PEO99–PPO67–PEO99). Accordingly, Cho et al. revealed a supreme potential of
PLGA-b-PEG-b-PLGA thermogels to carry multidrugs for intraperitoneal (IP) chemotherapy in the
cancer of peritoneal ovarian [84].
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Figure 4. Temperature-responsive materials: (a) The polymer bilayer is undeformed at elevated
temperatures when the poly-(NIPAM–ABP) layer is shrunk. Reprinted with permission [70]© 2020
The Royal Society of Chemistry. (b) Thermally triggered response of hydrogels: (i) Morphology of a
gradient porous hydrogel at 25 and 40 ◦C, (ii) Morphology and thermal responsive time of a gradient
porous hydrogel strip after being put into 40 ◦C H2O. Reprinted with permission [71] © 2020 John
Wiley and Sons. (c) Viability values for the thermosensitive polymers and monomers. Reprinted with
permission [80]© 2020 Elsevier.
Table 2. Overview of the experiments on 4D (bio-)printing and other manufacturing approaches using
temperature as a predefined stimulus.
Material(s) Mechanism(s) Application(s) Ref.
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Table 2. Cont.
Material(s) Mechanism(s) Application(s) Ref.
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and ceramic powder (Al2O3)
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Temperature Potential anticancerdrug carrier [84]








Methyl cellulose hydrogel Temperature Cell sheet engineering [93]
These biomaterials have been used in several applications, including TE and drug release, and
have been characterized according to their properties, biocompatibility in particular [24]. Hence, this
temperature-driven mechanism is a candidate for a good case scenario in 4D (bio-)printing, as shape
transformation can be achieved by changing temperature within a reasonable range and possibly
encapsulating cells into the thermosensitive hydrogel [16]. Also, biological origin polymers can be
entitled with a thermoresponsive behavior, such as methyl cellulose hydrogel, which is proposed as a
substrate for cell sheet engineering [93].
3.3. Electrically and Mechanoelectrically Responsive Materials
Most smart electrically responsive materials usually depend on their electrically conductive
characteristics. Upon an electric field, a hydrogel will swell or contract depending on its charge.
Electric field responsiveness is, in fact, a combination of several electrical interactions occurring
in hydrogels, including Coulombic, electrophoretic, electroosmotic, and piezoelectric phenomena.
Electrical properties of these types of hydrogels can be regulated by the intensity or direction of the
externally applied electric field. This feature provides new applications for biomimetic systems, since
materials can change their size and/or shape in response to electrical stimulation [16]. Electrical and
electrochemical stimuli have been widely used in research and applications due to their advantages of
precise control through the magnitude of the current, the duration of an electric pulse or the pulse
interval [65]. As an external stimulus, an electric field presents some advantages such as: (i) the
availability of equipment that allows a precise control considering the magnitude of the current; (ii)
the duration of the electric pulses, and (iii) the intervals during pulses [41]. In Table 3, the reported
trials using electricity as a predefined stimulus are collected.
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Table 3. Overview of the experiments on 4D (bio-)printing and other manufacturing approaches using
electricity as a predefined stimulus.
Material(s) Mechanism(s) Application(s) Ref.




























Electrically responsive hydrogels are prepared from polyelectrolytes (i.e., polymers that contain
high concentrations of ionizable groups along the chain and, therefore, are sensitive to electrical
stimuli) and electroresponsive polymers can be used to prepare materials that swell, contract or bend
in response to an electric field.
The polyelectrolyte hydrogels are electroresponsive polymers and can deform under an electric
field, due to swelling or contract because the charged ions are directed to the anode or cathode of
the gel [41]. It should be considered that also electrically unresponsive hydrogels may show an
electric responsiveness in presence of dielectric liquids or in combination with electrically responsive
nanoparticles [43,103]. Electrically responsive polymers are also called conducting polymers, such
as polythiophene (PT) [94,95] and sulfonated-polystyrene (PSS) [96], which may undergo swelling,
shrinkage, or flexion in response to an electrical stimulus.
The most employed natural polymers used to prepare electroresponsive materials are chitosan,
chondroitin sulfate, hyaluronic acid, and alginate [14,104]. Major synthetic polymers have been based
on vinyl alcohol, allylamine, acrylonitrile, 2-acrylamido-2-methylpropane sulfonic acid (PAMPS),
aniline, poly(2-hydroxyethyl methacrylate) (PHEMA), methacrylic acid, acrylic acid, and vinyl sulfonic
acids [41]. Specifically, PAMPS [97], PHEMA [98], and a few others represent best known examples
of these hydrogels. Different effects concur with electrical stimulation: (i) increases in the osmotic
pressure of the polymer due to an influx of counterions and solvent molecules, (ii) control of the
charge/adsorption of polyelectrolyte on the charge opposite to porous materials, and (iii) formation
and swelling of active redox polyelectrolyte multilayers [65].
Although PT has shown no evidence of cytotoxicity, few studies have been carried out for
understanding potential suitability in the biomedical field [94,95]. Likewise, PSS has exhibited a low
or even no degree of cytotoxicity to primary human cervical cells even at high concentrations, and it
is a promising candidate for biomedicine applications [96]. PLLA/poly(3,4-ethylenedioxythiophene)
(PLLA/PEDOT) has been used for electrically conductive 3D scaffold for TE application [99]. Some
reports used poly(3,4-ethylenedioxythiophene):polystyrene sulfonate (PEDOT:PSS) as an electrical
stimulus polymer for smart micro-electromechanical systems (MEMS) interface or neural TE
(Figure 5) [100–102]. For example, an immunofluorescence study was carried out using specific
antibodies against Tuj1. Neural stem cells on crosslinked PEDOT:PSS substrates with and without
electrical stimulation, differentiated into neurons and into astrocytes confirmed by Tuj1 and GFAP
Appl. Sci. 2020, 10, 9143 13 of 32
immunoreactivity, respectively (Figure 5). Results show that electrical stimulation significantly
increases the percentage of Tuj1-positive cells [101].
Figure 5. Immunofluorescence images of anti-Tuj1 (red) and anti-GFAP (green) followed by DAPI
(blue) staining for the nuclei of the fetal NSCs on crosslinked PEDOT:PSS. NSCs differentiation occurred
on crosslinked PEDOT:PSS substrates without (a) and with (b) electric stimulation. (c) Quantification
of aspect ratio of neurons. More than 30 cells were analyzed. (d) Quantification of percentage Tuj1
positive. * p < 0.05. Reprinted with permission [101]© 2020 Elsevier.
3.4. Magnetically Responsive Materials
Polymers that respond to the presence or absence of magnetic fields may exist as free strands in
solution, or may be framed on surfaces or be crosslinked inside polymer networks. Typically, inorganic
magnetic particles called “nanos” are covalently immobilized on 3D lattices, causing the materials to
have a change in shape and size, the latter occurring instantaneously in the presence of a nonuniform
magnetic field, which makes the process reversible. In this case, the stimulation imparted to the
polymers results in a magnetic susceptibility, leading to a great interest in such materials for their
use as soft biomimetic actuators, sensors, cancer therapy agents, artificial muscles, separation media,
membranes, and drug delivery systems [41,105,106].
During the printing process, a magnetic field is applied to control the orientation of printed
anisotropic particles containing rigid magnetized plates. The composition of biomaterials can be
controlled by using only a two-component unit or more materials to form a single geometry, thereby
adding an extra dimension to the available design space, and ultimately allowing the fabrication of
functional constructs that can mimic the intricate biological constructs in nature [24].
Magnetic hydrogels are a combination of hydrogel systems with magnetic nanoparticles (MNP).
MNPs, such as cobalt ferrite (CoFe2O4), iron platinum (FePt), iron (III) oxide (Fe2O3), and iron (II, III)
oxide (Fe3O4), respond to magnetic stimuli, ultimately leading to hydrogel deformations [29,40,107,108].
Some reports describe a combination of magnetic Fe3O4 particles with different polymers as
semiconductors or active scaffolds used for on-demand drug and cell delivery [105,106,109–112].
In another attempt, iron nanoparticles/[11-(2-bromo-2-methyl)-propionyloxy]undecyltrichlorosilane
(Fenp-PS gel) was used for cancer therapy [113]. The toxicity of cobalt ferrite is dose dependent; i.e.,
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low quantities induce no interference with cell viability, whereas high quantities lead to a significant
decrease of the viability [96].
There are several studies that indicate the level of toxicity of FePt but it highly depends on the
surface coating, the concentration, the Fe precursor, and the cell lines used. In some cases, it has been
shown that the level of toxicity is low with no relevant effect on cell viability [96]. To detect the toxicity
of iron oxide, several studies have been carried out, which, however, have brought discordant results.
They indicate that the size of the particle and the surface coatings are crucial for the effects induced by
iron oxide since they determine the intensity of the effects and the potential mechanisms of cellular
toxicity [114].
Magnetism is widely used in the biomedical field, for instance, to control the release of drugs [24],
as ferrogels respond to magnetic stimuli. These ferrogels lie in the nanometer scale, which may limit
the transport of large molecules and cells through the gels. To create greater cell adhesion and to
produce the release of large molecules, magnetic scaffolds have been produced with larger pores
connected three-dimensionally and coupled with magnetic nanoparticles and cell-binding peptides
(Figure 6) [112]. 4D (bio-)printed materials using magnetism as a stimulus are reported in Table 4.
Figure 6. (a) A cylinder of a nanoporous ferrogel reduced its height ~5% when subjected to a
vertical magnetic-field gradient of ~38 A/m2. (b) The corresponding macroporous ferrogel deformed
~70% under the same magnetic field. (c) SEM images of a freeze-dried macroporous ferrogel in the
undeformed and deformed states. (Scale bar: 500 µm). Reprinted with permission [112] © 2020
National Academy of Sciences.3.5. Photoresponsive Materials.
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Table 4. Overview of the experiments on 4D (bio-)printing and other manufacturing approaches using
magnetism as a predefined stimulus.
Material(s) Mechanism(s) Application(s) Ref.
Cobalt ferrite (CoFe2O4) Magnetism Controlled drug release [29,108,115]
Ferromagnetic cobalt nanoparticles Magnetism [107]
Iron platinum (FePt) Magnetism [29,115]
Iron (III) oxide (Fe2O3) Magnetism Drug delivery application [29,115]
Iron (II, III) oxide (Fe3O4) Magnetism [29,115]
CoPt Magnetism Drug delivery application [115]













and drug delivery systems
[113]
Photosensitive polymers are macromolecules that alter their structural properties upon irradiation
with light at a given wavelength. These changes occur when light radiates specific functional groups
along the polymer chain [41]. The strong light attenuation in biological tissues can present a challenge
to this strategy, causing nonuniform illumination and transformation. On the other hand, near-infrared
(NIR) light, representing a biosafe wavelength range, can be used to improve light penetration in
bioprinted photosensitive tissue constructs [24]. Photocatalyzed reactions have shown a strong
correlation to the light irradiance (i.e., radiant flux by surface area), thus becoming attractive tools for
hydrogel manipulation [116].
The light can be applied instantaneously directly on the surface of the polymer or in distant
locations using optical fibers, and under specific conditions with high precision, making photosensitive
polymers quite advantageous for various applications. The wavelength of the laser must be tuned, near
the infrared spectrum, in the so-called biologically “friendly” window, because it is less harmful than UV
and penetrates deeper into tissues than light in the visible spectrum. In this case, the light is absorbed
as little as possible by the cells and tissues and as much as possible by the polymers, thus enabling
controlled therapy and diagnostics [117,118]. Most photoresponsive polymers contain light sensitive
chromophores, such as azobenzene groups, spiropyran groups, or nitrobenzyl groups. A variety of
photovoltaic polymers containing azobenzene [119–122], spiropyran [122,123], nitrobenzyl [122,124]
have been reported, such as poly(acrylic acid) (PAA) [125], poly(N-(2-hydroxypropyl) methacrylamide)
(PHPMAm) [126,127], and PNIPAAm [74]. Azobenzene is one of the most well-studied photochromic
molecules because of its reversible photoisomerization depending on the wavelength of light.
Photosensitive polymers contain photoactive groups that may undergo reversible structural
changes when they come into contact with UV-Vis light. These functional fragments alter size
and shape, or form ionic species after irradiation (Figure 7a) [65,128,129]. Recent efforts have
demonstrated the possibility of controlling 2D and 3D hydrogel fabrication along a time and space
scale (Figure 7b) [130].
According to recent studies with PAA and human liver cancer cells, they demonstrated to have
a desired cytotoxic activity [131]. The polymer PHPMAm is hydrophilic, biocompatible, and is not
immunogenic [132]. Tests performed on different cell types with PNIPAAm revealed that the cell
sensitivity varies according to cell type, being advisable to always perform toxicity tests; the purity of
the polymer also influences the results [74]. An important feature of light sensitive polymers is that
irradiation as a stimulus is a relatively simple and noninvasive mechanism to induce a responsive
behavior [41,89,133]. Cell-containing polymers can be readily crosslinked with exposure to UV light.
During the curing process, photoinitiators generate free radicals to initiate the polymerization process.
Appl. Sci. 2020, 10, 9143 16 of 32
Exposure time, light intensity, and adequate photoinitiator should be examined and assessed to ensure
that no damage will affect the cells [29].
Possible applications of photoresponsive polymers include reversible optical storage, polymer
viscosity control, transduction and photomechanical performance, exchange of protein bioactivity,
TE, and drug delivery [41,133,134]. For example, poly(1-pyrenylmethyl methacrylate) (PEO-PPyMA),
poly(2-nitrobenzylmethyl methacrylate) PEO-b-PNBMA, and PEO-b-P(MA-DEACM) have been used
as light-responsive polymers to produce micelles in anticancer therapy (Figure 7c) [135–137]. A list of
materials using light as a 4D stimulus is summarized in Table 5.
Table 5. Overview of the experiments on 4D (bio-)printing and other manufacturing approaches using
light as a predefined stimulus.
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Figure 7. Photoresponsive materials: (a) Schematic representation of proteopolymersomes reconstituted
with both BR and F0F1-ATP synthase. ATP synthase uses an electrochemical proton gradient generated
by BR to synthesize ATP from ADP and inorganic phosphate. Reprinted with permission [138]© 2020
American Chemical Society. (b) 2D pattern with circular exposed spot: cells’ preferential adhesion,
spreading, and proliferation are visible on the UV-exposed area after 4 d of culture. Reprinted with
permission [130]© 2020 John Wiley and Sons. (c) Schematic illustration of light effect: (i) detachment
of dye pendant groups resulting in the hydrophobic-to-hydrophilic switch and (ii) chemical structure
of the pyrene-containing amphiphilic diblock copolymer and its photosolvolysis under UV light
irradiation. Reprinted with permission [136]© 2020 American Chemical Society.
3.5. pH-Responsive Materials
Body pH can greatly vary as a consequence of both normal (e.g., in the gastrointestinal, vaginal)
and diseased conditions (e.g., bone fracture, inflammation, tumors, some cardiovascular defects,
infected wounds). The most remarkable example occurs in the gastrointestinal tract, where pH
increases from 1 to 8, passing from the stomach to the intestine. Therefore, responsive biomaterials
able to properly interact with such pH variations can be highly useful in drug delivery [139–150].
Specifically, pH-responsive hydrogels react to pH changes in the microenvironment by volume
expansion/contraction, namely via swelling/deswelling. This phenomenon is caused by the ionization
of pendant groups, such as amine and carboxylic acid groups. Indeed, the presence of ions affects the
osmotic pressure, which in anionic and cationic hydrogels causes swelling at pH > pKa and pH < pKa,
respectively (Figure 8).
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Figure 8. Schematics showing the swelling/deswelling behavior of pH-responsive hydrogels in acid and
basic solutions, depending on their ionic nature, anionic or cationic. (Original figure from the authors).
Both synthetic and natural polymer hydrogels can show pH-responsiveness. Synthetic polymers
include PAA [140,143,146], poly(methacrylic acid) (PMAA) [143], poly(acrylamide/maleic
acid) [P(AAm/MA)] [150], poly(diethylaminoethyl methacrylate) (PDEAEMA) [143],
poly(dimethylaminoethyl methacrylate) (PDMAEMA) [143,149], PHEMA [142], some copolymers
include poly(2-(diethylamino)ethyl methacrylate-co-2-(dimethylamino)ethyl methacrylate)-b-poly(2-
(dimethylamino)ethyl methacrylate) P(DEAEMA-co-DMAEMA)-b-PDMAEMA [151] and poly
(DMAPMA-co-HEMA) [145].
Among natural macromolecules, some proteins (e.g., gelatin, albumin) [152] as well as
polysaccharides (e.g., alginate, chitosan) [148,153,154] can give rise to pH-responsive hydrogels
(Figure 2). Poly(N-isopropyl acrylamide-co-butyl methacrylate-co-acrylic acid) [155] and
star-branched poly(ε-caprolactone)-b-poly(2-(dimethylamino)ethyl methacrylate) (HPs-star-PCL-b-
PDMAEMA) [156] have been used as pH and temperature sensitive polymers for controlled drug
delivery application. Several of these polymers have been used for 4D (bio-)printing by virtue of pH as
a predefined stimulus to be exploited (Table 6).
Table 6. Overview of the experiments on 4D (bio-)printing and other manufacturing approaches using
pH as a predefined stimulus.
Material(s) Mechanism(s) Application(s) Ref.









Poly(acrylic acid) (PAA):PEO pH Drug delivery [140]




Poly(methacrylic acid) (PMAA) pH [143]
Poly(acrylamide/maleic acid)




(PDMAEMA) pH Drug delivery, DNA transfer [143,149]
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Table 6. Cont.
Material(s) Mechanism(s) Application(s) Ref.
Poly (DMAPMA-co-HEMA) pH Anticancer drug delivery [144]
Chitosan-PEO pH Drug delivery [145]
Chitosan and polyacrylamide (PAAm) pH Biomedical field or inagriculture [141]
Gelatin–PEO pH Drug delivery [139]
Poly(2-hydroxyethyl methacrylate)
(PHEMA) pH Drug delivery [142]
N-vinyl pyrrolidone, polyethylene
glycol diacrylate, chitosan pH Drug delivery [148]







Albumin pH Theragnostic agent [152]
Alginate/Chitosan pH Drug delivery [154]
Alginate pH Drug delivery [153]
Poly(N-isopropyl acrylamide-co-butyl





pH and temperature Controlled drug delivery [156]
3.6. Other Stimuli-Responsive Materials
In addition to the previous cited classes, we report in this section other stimuli-responsive
materials, triggered by mechanical [157], chemical [41,65,158] and glucose-based stimuli [159,160],
which are summarized along with their application in Table 7.
Mechanically or shear-responsive hydrogels respond to mechanical perturbations in the
environment. They can modulate their intrinsic viscoelastic properties depending on the applied
shear stress, thus showing either shear-thinning or shear-thickening behaviors. Indeed, the viscosity
decreases in shear-thinning whereas it increases in shear-thickening hydrogel, as a function of an external
force [161]. Shear-thinning is observed in self-assembled polymeric systems and is usually reversible.
It can be very convenient to produce injectable biomaterials [162]. Conversely, shear-thickening deals
with colloidal suspensions and is exhibited only in some shear ranges. One example is elastin-like
cysteine-containing hydrogel [157]. Shear-thickening or dilatant fluids are difficult to use as printing
inks, in particular in fast-running processes due to high shear stress [163].
Polymers that can transform mechanical into electrical energy and vice versa are piezoelectric,
and suggest promising applications in biomechanics, artificial muscle performance, sensors, energy
transduction, sound deadening, chemical separations, and controlled drug delivery (Table 7) [164].
Piezoelectricity is widely diffused in nature and it is believed that bioelectric stimuli deriving from
mechanical forces may trigger fundamental biological functions; in fact, piezoelectricity has been
observed in many biopolymers, like collagen, elastin, and chitin [165].
Synthetic piezoelectric polymers mainly belong to the poly(vinylidene fluoride) (PVDF) and its
copolymers, such as P(VDF-trifluoro ethylene) [P(VDF-TrFE)]. By also incorporating piezoelectric
ceramic nanoparticles, like BaTiO3, LiNbO3, and ZnO, PVDF-based polymers enhance their piezoelectric
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properties, useful in inner ear devices and lung tissue engineering, together with antibacterial and
immunomodulatory activity [166–168]. Moreover, PVDF-based devices can be applied as energy
harvesters in several applications considering piezo-triboelectric effects [169,170].
Different piezoelectric nanoparticle-polymer composite materials with the ability of conversion
compressive/tensile stresses to an electric charge, or vice versa, have also been used in 3D printing to
the creation of a wide variety of smart structures [171–176].
The one-step 3D printing of piezoelectric materials opens up a new demographic of sensor designs,
and also 3D piezoelectric scaffolds could be used as electroactive scaffolds in TE, providing a biomimetic
environment for cell culture. By chemically modifying the surface of the BaTiO3 nanoparticles with
linker molecules that crosslink with the polymer matrix under light exposure, Kim et al. increased
the mechanical-to-electrical conversion process of nanocomposites, which can be used for different
applications such as implantable medical devices [176].
Bodkhe et al. investigated the effect of addition of barium titanate (BaTiO3) nanoparticles in
nucleating piezoelectric β-polymorph in 3D printable PVDF and fabrication of the layer-by-layer and
self-supporting piezoelectric structures on a micro- to millimeter scale [171]. Thermo-mechanically
responsive materials, such as glassy shape memory polymers (GSMPs) have also been used for some
specific applications such as active origami [177,178].
Ge et al. [178] created a printed active composite (PAC) consisting of GSMPs fibers with tailored
thermomechanical behavior in an elastomeric matrix to be used as hinges to connect inactive plates
of stiff plastic to enable a self-folding box. The multiple film layers have been printed to create the
3D laminate. PAC displays the shape memory effect in the range of TL = 15 ◦C to TH = 60 ◦C. Thus
during a temperature cycle between TL and TH, the matrix with a glass transition temperature of Tg =
5 ◦C is always rubbery, while the fibers undergo a glass temperature (Tg) that lets them be used as the
switchable segment in the composite.
Chemically responsive hydrogels show swelling or degradation in response to a defined target
molecule. The primary example is glucose-responsive hydrogels that exploit the competitive reaction
and best affinity for glucose of concanavalin A [158]. Glucose-responsive polymers have received
considerable attention because of their application. One of the applications is the huge potential in
the self-regulated modes of insulin delivery where a smart delivery system is used, in which insulin
delivery is automatically triggered by a rise in blood glucose levels [41,65].
Table 7. Overview of the experiments on 4D (bio-)printing and other manufacturing approaches using
chemical and mechanical-based forces as a predefined stimuli.
Material(s) Mechanism(s) Application(s) Ref.
Glucose-responsive hydrogels Chemistry Diabetes monitoring [41,65,158]
Glucose oxidase Chemistry Drug delivery [159]
Glucose oxidase Chemistry Controlled release ofinsulin [160]
Cysteine-containing hydrogel Mechanical force Injectable biomaterial [157]
Barium titanate (BaTiO3, BTO)
nanoparticles
into a polyethylene glycol diacrylate
(PEGDA) matrix
Stress (piezoelectric) Implantable medicaldevices [176]
BaTiO3 (BTO) filler in a poly(vinylidene)
fluoride (PVDF)
Mechanical force
(piezoelectric) Pressure sensor [179]
Ultraviolet-curable resins (acrylate ester
for Resin 1, and methacrylated
monomers/oligomers for Resin 2)
Mechanical force
(piezoelectric) N/A [172]
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Table 7. Cont.
Material(s) Mechanism(s) Application(s) Ref.
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Shape memory polymer Thermomechanical Active origami [177]
Glassy shape memory polymer Thermomechanical Active origami [178]
4. 4D (Bio-)printing: Cutting Edge Applications and Future Perspectives
3D printing has become a growing industry. New materials, printing methods, software, and
machines are constantly being developed and improved, making 4D printing a more realistic and
affordable option. The main difference between 3D and 4D printing is the possibility to trigger a
planned time-scale modification of specific feature (e.g., shape, size) in the printed constructs, thus
opening the opportunity of programmed response to changing environments and needs [180].
The concept of 4D printing is relatively young, becoming very fashionable for numerous
engineering applications, including structural, aerospace, and biomedical, namely, in those applications
where the microenvironment changes play a fundamental role in the material function [181–186]. 4D
(bio-)printing, despite a full consensus on the exact definition, has the potential to physically replicate
the path of developmental biology and bring organ printing a step closer to reality, thus combining
life sciences with engineering in a dynamic fashion. This technology has emerged as a useful tool for
biomedical applications because of its innate advantages, including (i) complex 3D structures based
on materials that respond to environmental stimuli and can reshape or alter their function, and (ii)
postmaturation of cell populations printed on scaffolds with programmable architectures enable the
generation of tissue constructions with functionalities similar to native tissues [24].
Recent advances in understanding the structure of blood vessels and the evolution of 4D
(bio-)printing can improve vessel constructions and various other constructs that mimic native tissue.
In the case of blood vessels, these are the ones that maintain cellular function through the supply of
nutrients and oxygen and waste removal. 4D printed constructs for blood vessels are manufactured
as layer-by-layer solids, where the cells are mixed in the hydrogels and the cylindrical structures
obtained resemble the blood vessels [187]. These cellularized hydrogels are subsequently activated
by maturation factors, and the cells rapidly mature, resulting in vascularization. Polymers that are
sensitive to different stimuli also have applicability in regenerative medicine. They can be classified
into polymers with smart surfaces and polymers subjected to sol-gel transition for injectable implants.
The former can be used as scaffolds with excellent ability to control the properties of surfaces, enabling
the adsorption or desorption of molecules and cells. Depending on the application, polymers that
respond to stimuli may enable the production of smart scaffolds for TE via 3D printing also aided by
other technologies [65]. Interesting examples of regenerative applications include 4D biofabrication of
fibrous artificial nerve graft [188], and skeletal muscle microtissues [189].
However, the printability of these polymers must be assessed. It is fundamental to precisely
control deposition of hydrogels during printing. Therefore, the printing parameters, such as air
pressure, feed rate, and printing distance need to be mastered [190]. Printability of hydrogels can be
assessed by depositing one dimensional (1D), 2D, and up to 3D structures in order to understand
the real versus designed outline accuracy. Piezoelectric materials have been successfully 3D printed
with methods that also integrate poling treatments [191]. 3D printed PVDF structures have indeed
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boosted the emerging field of piezoelectronics, which has remarkable applications in the biomedical
field to produce devices and interfaces with transduction capability [192]. Chen et al. reported on a
photocurable piezoelectric ink suitable for additive manufacturing [193]. In the bioprinting research,
additional factors must be investigated, as the optimal printing parameters for manufacturing a 3D
architecture could not be suitable for cell survival, thus pointing out that the rheological properties of the
bioink are fundamental [194]. Hydrogel composition together with printing parameters strongly affect
printability in terms of desired shape resolution, as demonstrated using pure alginate or alginate with
gelatin and methyl-cellulose [195]. Moreover, the solvent used for hydrogel formation, the resultant
viscosity, the applied pressure and temperature, as well as the nozzle size and geometrical factors
of the printing head all influence cell viability, due to the shear stress experienced by the cells upon
extrusion, which represents a key factor [196]. Shear-thinning properties are crucial for keeping bioink
shape fidelity and cell viability. Preliminary studies have demonstrated the bioprintability by different
3D printing methods of thermosensitive p(NIPAAm-AA) hydrogel, proposed as a vascularized skin
substitute [197]. In similar fashion, a number of smart materials are reported to be 3D printed every
day, thus suggesting intriguing opportunities for 4D (bio-)printing [15,198]. As such, a great effort still
regards the exact spatial and temporal control of the property change in smart material printing, which
includes novel studies via computational modeling [199].
Controlled drug delivery has a high potential to improve drug efficacy, as well as personalized
and local drug administration. Having a controlled delivery reduces the patient’s pharmacokinetic
variability inherent to oral and intravenous applications. One of the options is the use of magnetic
nanoparticles capable of incorporating a reasonably high weight fraction of the drugs, of forming a stable
suspension in biocompatible, biodegradable aqueous media, and of not being rapidly eliminated in the
bloodstream. The main advantage of using these nanoparticles relies on the exploitation of magnetic
stimuli to achieve zonal confinement and administration of drugs to be remotely directed [200].
Finally, 4D (bio-)printing allows the spatial distribution of different materials to be controlled,
which can be self-fold or self-unfold, thus obtaining the encapsulation and release of drugs or cells
in a programmable way [24]. For example, small droplets of oil that encapsulate aqueous droplets
called “multisomes” can be printed in water [201]; these droplets adhere to each other forming bilayers.
After being stimulated with temperature, the components in the droplets can be released [24]. Other
macroscale materials with self-morphing [202], and self-folding properties have shown promise in
tissue regeneration [203–205].
Due to the almost infinite possibilities of manufacturing all these smart polymers and composites
in 3D structures, 4D (bio-)printing offers an unprecedented tunability of interfacing with healthy
and pathologic tissue microenvironments, which is essential in a nonstatic and complex system
like the human body. The next generation devices are expected both to sense and respond to local
changes in live tissue, including the ability to communicate the occurring state (e.g., inflammation,
infection, cancer, neurodegeneration) to the outside, thus enabling a therapy to be strictly monitored
and inherently adjusted.
Until now, printable biomaterials that are sensitive to physical stimuli, such as moisture,
temperature, electric and magnetic field, and light are limited, and most respond only to one
stimulus. The search for new biomaterials must consider biocompatibility as the most crucial feature
to achieve a full functionality [206]. Therefore, the development and translation of smart materials
for 4D (bio-)printing technologies in biomedicine should be based on constant literature review, as
well as on the implementation of key printing parameters. Easy to use, affordable, fully automated
high-resolution bioprinters are greatly needed for this purpose [207]. It is expected that computational
modeling and artificial intelligence will play significant roles in enabling a factual translation of this
technology into real practice.
4D (bio-)printing technique is opening new opportunities in biomedical engineering and will serve
as a toolbox to approach medical problems by considering not only the body, but also the scaffold as
dynamic systems, both changing with time and responding to varying conditions, including multiple
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stimuli. Such a dialogue seems to be necessary to transform 4D printing’s great potential into feasible
therapeutic options.
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